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CpG islands as genomic footprints of promoters that are
associated with replication origins
Francisco Antequera* and Adrian Bird†
The primary target for DNA methylation in mammalian
genomes is cytosine in the dinucleotide CpG. High
densities of CpG dinucleotides are found in CpG
islands, but paradoxically CpG islands are normally in a
non-methylated state. Here, we speculate why CpG
islands are immune to methylation and why they are so
rich in guanine and cytosine relative to the surrounding
DNA. We propose that CpG islands are associated with
promoters that are transcriptionally active at totipotent
stages of development and can also act as origins of
DNA replication. CpG islands may be ‘footprints’ caused
by early DNA replication intermediates at dual function
promoters of this kind.
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Introduction
CpG islands are stretches of non-methylated DNA rich in
CpG dinucleotides (in which cytosine occurs immediately
5′ to guanine) that occur near the transcription start sites of
approximately 50% of all mammalian genes [1,2]. The di-
nucleotide CpG is normally a primary target for DNA
methylation, so it is surprising that CpG islands are non-
methylated. CpGs elsewhere in the genome are mostly
methylated and are under-represented due to the high
mutation rate at 5-methylcytosine. The lack of methylation
at CpG islands, together with their elevated guanine and
cytosine content relative to the genome average, results in a
frequency of CpG dinucleotides that is about 10-fold higher
than in bulk DNA. The colocalisation of CpG islands with
gene promoters suggests at first sight that the regulation of
CpG island methylation may have a role in transcription.
Indeed, a small proportion of islands do become methylated
during early mammalian development, and this contributes
to stable long-term silencing of their associated genes in
somatic cells. The vast majority of CpG islands, however,
lack methylation in the soma, even when the associated
gene is transcriptionally inactive. The immunity of these
sequences to methylation, despite the wealth of potential
sites for methylation, is one of the unresolved paradoxes of
the biology of CpG islands and probably holds the key to
understanding their origin and functional significance.
The simplest hypothesis to explain the absence of methyl-
ation in an otherwise heavily methylated genome is that
CpG island DNA is an unsuitable substrate for cytosine
DNA methyltransferases (Figure 1a). This is unlikely to
hold true, however, as CpG islands can become methy-
lated during normal development or in abnormal cells. For
example, methylated CpG islands occur naturally on the
inactive X chromosome [3] and at certain imprinted genes
[4]. Moreover, methylation of certain CpG islands accom-
panies aging and tumorigenesis, and is common in cul-
tured cell lines [5,6]. 
An alternative explanation for the absence of methylation
at CpG islands is that a complex of proteins denies access
to methyltransferases following DNA replication [1]
(Figure 1b). Precedents for this have been described: a
loss of methylation, dependent on DNA replication, has
been observed at discrete sites where transcription factors
are bound to DNA [7]. But it seems unlikely that a
methyltransferase would be sterically excluded through-
out the 1 kb length of a typical CpG island, as these DNA
sequences appear to adopt a relatively ‘open’ chromatin
structure that is highly accessible to nucleases [8–11].
A more radical hypothesis to explain CpG islands has
come from evidence for an active demethylation mecha-
nism. CpG islands, it is suggested, might be recognised
and targetted for active demethylation during early
embryogenesis [12,13] (Figure 1c).
We propose in this paper a new model to account for the
origin and maintenance of CpG islands in mammalian cells.
The model is based on the recent findings that promoters
associated with CpG islands, including those at genes
encoding proteins that are expressed in highly differenti-
ated tissues, are unexpectedly active in the germ line
[14–16] and colocalise with replication origins [17]. We
speculate that CpG islands are genomic footprints of pro-
moters that are also origins of DNA replication. 
CpG islands are associated with promoters
CpG islands are found at the promoters of all ‘housekeep-
ing’ genes and at about half of genes with tissue-restricted
expression patterns [2,18]. Because of their location, they
are frequently used as markers for the presence of genes in
uncharacterised genomic DNA [19]. There are, however, a
number of CpG islands whose spatial relationship to
known transcription start sites is not obvious. Study of
these unusual cases has ultimately strengthened the corre-
lation with transcription, as promoters whose existence was
otherwise not suspected have been discovered at the CpG
island sites. For example, the pro-opiomelanocortin gene
[20] and the class II major histocompatibility I-Aβ gene
[14] both have CpG islands that are located far downstream
of the major promoter. In each case, a novel transcript that
initiates within the CpG island is found in the testis and
other cell types. Similarly, an intronic CpG island in the
Igf2r gene of the mouse has been found to be the likely ini-
tiation site of a transcript that plays a role in parental
imprinting at the locus [21].
The correlation between transcription initiation and the
maintenance of CpG islands has been tested: point muta-
tions were introduced into the promoter of the adenine
phosphoribosyltransferase gene [11,22], and transgenic
mice containing the mutated promoters were unable to
exclude methylation from the CpG island region. Loss of
immunity to methylation was also observed at the
exon 2 CpG island of the mouse major histocompatibility I-
Aβ gene when the presumed promoter region was deleted
[14]. Taken together, these results lend weight to the idea
that promoter activity is required to ensure the methyla-
tion-free status of CpG islands. This is immediately plausi-
ble for housekeeping genes, which are non-methylated and
expressed in all cells. Genes expressed tissue-specifically,
however, have non-methylated CpG islands even in tissues
where they are silent and therefore appear to break the link
with transcription. But if transcription of these genes were
to take place early in development, the resulting absence of
methylation could be imprinted at this stage and transmit-
ted to all somatic cell lineages. In agreement with this sce-
nario, recent data have shown that CpG island genes that
encode proteins specific for differentiated somatic cells are
expressed in the germ line or very early during embryogen-
esis. Examples include human α-globin [15], myotonin
protein kinase [16], rat enkephalin [23] and pro-opiome-
lanocortin [20]. Also, transcripts of the 68 kDa neurofila-
ment gene are found in embryonal stem cells [14]. The
correlation between the presence of CpG islands and early
R662 Current Biology, Vol 9 No 17
Figure 1
Previously proposed mechanisms for maintaining non-methylated CpG
islands. Open and closed lollipops represent non-methylated and
methylated CpGs, respectively; the red arrows indicate initiation of
transcription. (a) CpG island DNA is a poor or unsuitable substrate for
DNA methyltransferases (DNMTs). (b) CpG islands bind proteins
along their length that deny physical access to methyltransferases.
(c) Targetted active demethylation establishes and/or maintains the









embryonic expression raises the possibility that these two
phenomena are interdependent.
CpG island promoters as origins of replication
How might transcriptional activity in the early embryo lead
to a 1 kb region of non-methylated DNA? Transcription per
se is unlikely to be the cause, as the non-methylated
domain often extends upstream of the initiation site and
usually covers only a small fraction of the complete tran-
scription unit. A possible solution to this conundrum is pro-
vided by the recent finding that CpG islands are coincident
with DNA replication origins in mammalian chromosomes
[17]. Perhaps replication activity somehow leads to the
maintenance of CpG islands at promoters. Of several previ-
ously identified mammalian replication origins, three colo-
calise with CpG islands at the promoters of the human
PPV-1 gene [24,25], the heat shock protein 70 gene [26]
and the c-MYC gene [27,28]. The combined data suggest
that replication origins may be present at many and perhaps
all CpG islands. In vivo analysis of the PPV-1 origin
detected a characteristic ‘footprint’ of protein bound to
DNA in the initiation region [29,30]. Alterations in the
footprint during the cell cycle resembled the changing foot-
prints of the pre- and post-replicative complexes at Saccha-
romyces cerevisiae replication origins [31]. Changing in vivo
footprints that could be related to the initiation of DNA
replication have also been observed at the beginning of S
phase at the CpG island promoters of the human CDC2
gene [32] and the mouse Htf9 bidirectional promoter [33]. 
These results suggest that initiation sites for DNA replica-
tion and transcription colocalise in many eukaryotic genes,
as has already been established for eukaryotic viruses [34]
and mitochondrial DNA [35]. The coincidence of origins
of replication and promoters is documented in the slime
mould Physarum polycephalum [36], the fruitfly Drosophila
melanogaster [37] and the fission yeast Schizosaccharomyces
pombe (M. Gomez and F.A., unpublished observations).
The relationship is not obvious in budding yeast, although
it has been observed that transcription factors can modu-
late the activity of replication origins [38,39]. There have
been numerous hints supporting a relationship between
replication and transcription in mammals, as actively tran-
scribed genes replicate early during S phase whereas silent
genes tend to replicate late [40–44].
CpG islands as genomic footprints of the
replication initiation event
Our model for the origin of CpG islands is based on their
association with promoters that also serve as origins of repli-
cation. The key proposal is that CpG islands have a differ-
ent replication status from the rest of the genome, and their
unusual properties may therefore be a consequence of this
difference. The model assumes that origin-associated pro-
moters in eukaryotic chromosomes have features in
common with those of prokaryotic [45,46], mitochondrial
[35] and some viral genomes [47,48], where replication ini-
tially proceeds in the same direction as transcription to
form an initiation loop. For example, in mitochondrial
DNA replication, a ‘D-loop’ intermediate structure grows
for about 500 bp in the direction of transcription [35]. The
presence of an initiation loop may explain the unusual
properties of CpG islands.
Examination of the in vivo footprints of several CpG
islands shows that the 5′ extremity of the CpG island (that
is, the site at which CpG frequency suddenly increases) is
nearly coincident with the binding site of the most
upstream-bound factor (Figure 2). The organisation of the
origin-associated promoter of the human PPV-1 gene
in vivo reveals that the putative replication initiation
complex binds approximately 200 bp upstream of the sites
of four constitutive transcription factors [30]. This arrange-
ment might favour replication initiation by taking advan-
tage of the negative torsional stress that is generated
behind the RNA polymerase, as has been shown in plas-
mids and at the replication initiation zone of the c-MYC
gene [49,50]. We propose that upon firing of the origin,
DNA replication initiates at the 5′ boundary of the CpG
island and proceeds unidirectionally along the DNA
strand that normally serves as a template for the synthesis
of the mRNA. The position and length of a CpG island
would be defined by the extent of unidirectional replica-
tion. This initiation loop might represent a transient inter-
mediate upon which DNA polymerases and accessory
factors would be recruited to form mature complexes
capable of bidirectional elongation (Figure 3).
How can absence of CpG methylation and elevated guanine
and cytosine content, the two most diagnostic features of
mammalian CpG islands, result from the formation of an ini-
tiation loop? Considering first the absence of methylation, it
is likely that the DNA methyltransferase Dnmt1 has a
maintenance function (termed ‘maintenance methylation’)
that can copy the methylation pattern of CpGs of the
parental strands into the newly synthesised DNA [51].
Dnmt1 also has significant de novo methylation activity, but
additional de novo methyltransferases must be present early
in development, because mouse embryonic stem cells
lacking a functional Dnmt1 gene retain significant levels of
methylated DNA [52]. Two recently identified genes are
candidates to encode the de novo methyltransferases [53].
Lack of methylation at CpG islands would be guaranteed if
a de novo methyltransferase was not assembled onto the ini-
tiation complex or was not functional until a stage at which
replication forks were competent to proceed bidirectionally.
In this case, CpG island regions would be replicated in the
effective absence of a methylating enzyme, and would be
assured of a methylation-free status. 
The elevated guanine and cytosine content of CpG islands
could result from their replication as part of an initiation
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loop. This step of replication could use different compo-
nents from those at a mature fork, perhaps leading to a dif-
ferent spectrum of replication errors. For example,
replication by a different polymerase [54] may lead to a
drift in base composition towards greater guanine and
cytosine richness compared to surrounding DNA. Alterna-
tively, an imbalance of the pools of nucleoside triphos-
phates in favour of dCTP in early S-phase [55] could
explain the elevated guanine and cytosine content [56].
Why should the formation of CpG islands be dependent
on both transcription and replication? We propose that the
relationship arises because only active promoters recruit
proteins that are able to initiate DNA replication. By
becoming origin-associated promoters, active promoters
would generate methylation-free footprints in germ cells
and early embryonic cells (Figure 4). The resulting methy-
lation pattern would then be transmitted through somatic
cell divisions by a maintenance methyltransferase, even in
tissues where the associated promoter is subsequently
inactive. On the other hand, promoters that are silent at
these critical early stages would not recruit replication
complexes, would not accumulate guanine and cytosine
and would not be protected from de novo methylation.
The above scenario can accommodate the observed
de novo methylation of CpG islands in a variety of natural
and experimental circumstances. For example, the de novo
methylation of the CpG island at the Aprt gene that
occurs when the binding sites for the transcription factor
Sp1 are destroyed [11,22] would be caused by a failure of
the mutated promoter to recruit a replication initiation
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Figure 3
A model of unidirectional replication at the CpG islands. Opening of
the double helix and initiation of DNA synthesis takes place at the 5′
boundary of the CpG island near the binding sites for the origin
replication complex and transcription factors. Replication initially
proceeds in the direction of transcription for the length of the CpG
island. Bidirectional replication initiates upon engagement of fully
competent replication machinery, including an active DNA
methyltransferase (blue hexagon). 





The asymmetrical location of CpG islands relative to transcription
factors bound in vivo. Vertical lines represent CpG dinucleotides
across the genomic DNA of four genes: the human PPV-1,
hypoxanthine phosphoribosyltransferase (HPRT) and CDC2 genes,
and the mouse adenine phosphoribosyltransferase (Aprt) gene. Only
the promoters and first exons of the HPRT and CDC2 genes are
shown. The position of the CpG islands is indicated by a bracket
above each map, and open rectangles indicate exons. TF indicates
transcription factors that are bound in vivo. ORC denotes the in vivo
footprint of a putative origin recognition complex. The footprinting data
are taken from the following references: PPV-1 [29]; HPRT [73];
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complex. In a similar manner, silent promoters on the
inactivated mammalian X chromosome [57] or the Xist
promoter on the active X chromosome [58,59] would be
susceptible to embryonic methylation because replication
would not initiate at these sites. In both cases, methyl-
ation would be a consequence of prior promoter silencing. 
Replication initiation at origins without CpG
islands
Not all replication origins that are near genes coincide
with CpG islands. For example, origins at the human
β-globin gene [60,61], the rat aldolase B gene [62], the
hamster rhodopsin locus [63] and the mouse adenosine
deaminase region [64] are not associated with CpG
islands. Any promoter that is inactive at the crucial
embryonic stages when the CpG island is established
will, according to the model, become methylated in
somatic cells. Embryonic transcription is an essential pre-
requisite for accumulation of the CpG island footprint
over many generations, and CpG island formation will not
occur at promoters that are only active in differentiated
somatic cells. Upon activation in a specific cell type,
however, it is conceivable that the promoter, or its associ-
ated regulatory sequences, now functions as an origin
(Figure 4). Indeed, genes expressed tissue-specifically
often shift from a late to an early replication time during S
phase [39]. Although replication initiation at such somatic
origins may resemble that proposed at CpG island origins,
no footprint can arise without transcription having
occurred in the germ cell or embryonic lineage. The
short-term loss of methylation that often accompanies the
activation of promoters without CpG islands might be
related to origin function, however. For example, the
intronic enhancer of the immunoglobulin kappa chain
gene, which becomes demethylated in B cells [65], coin-
cides with an origin [66,67].
Predictions of the model
The model outlined above is speculative, but makes some
predictions that are, or may soon become, susceptible to
experimental test. A key prediction is that any promoter
that is active during early embryogenesis should be associ-
ated with a CpG island. Put another way, we expect that
any CpG island gene will prove to be embryonically tran-
scribed. The corollary is an equally strong prediction: that
genes without CpG islands will be silent at these embry-
onic stages. So far, the results for genes that are expressed
in highly differentiated cells are compatible with the
model; for example, the CpG island genes for human
α-globin and the mouse 68 kDa neurofilament protein are
both expressed in embryonic cells, whereas the genes for
β-globin and casein, which do not have CpG islands, are
embryonically silent. More data of this kind are required.
With respect to replication, we predict that the number of
replication origins found to colocalise with CpG islands will
increase as more origins are characterised. Moreover, it
should be possible to enrich for CpG island sequences by
immunoprecipitating proteins involved in the replication
initiation complex after cross-linking to DNA. With new
methods available for mapping sites of replication initiation
[68], it will be possible to locate the exact sites of replica-
tion initiation with respect to the promoter of the gene and
in particular the transcription start site. It may be that dis-
crete CpG island promoter–origins have novel characteris-
tics compared with the diffusely initiating mammalian
origin that has been most studied up to now [69]. Another
strong prediction is that replication initiation should
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Figure 4
Transcription and replication in totipotent
(germ line or early embryonic) cells and in
differentiated somatic tissues. The red arrows
indicate the transcription of one
housekeeping gene (HK) and four tissue-
restricted genes (TR1–4). Crossed arrows
indicate transcriptional inactivity. CpG islands
are indicated by clustered vertical lines and
replication origins are represented by ellipses.
According to the model, the promoters that
are active in the totipotent cells (at the HK,
TR1 and TR3 genes) would colocalise with
replication origins and this would generate
CpG islands. Upon cell differentiation, genes
TR1 and TR2 are expressed in cell type A
whereas TR3 and TR4 are expressed in cell
type B. Promoters of the tissue-restricted
genes that were inactive in the germ
line — TR2 and TR4 — can colocalise with
replication origins in cell types where the
gene is transcribed, but this would not
generate a CpG island.
Cell differentiation
HK TR4TR3TR2TR1
HK TR4TR3TR2TR1 HK TR4TR3TR2TR1
Cell type A Cell type B
Replication
Transcription
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Totipotent cells
depend on promoter activity. This might be tested by con-
ditionally activating a promoter from mice at different
stages of development and testing for the formation of a
non-methylated CpG island in adult cells. Though techni-
cally demanding, an equivalent experiment has been per-
formed in Drosophila [70]. At a biochemical level, the link
between transcription and initiation of replication might be
achieved by the involvement of a transcription factor(s) in
both processes [36]. For example, Sp1 is a transcription
factor that also stimulates replication of viral genomes [71]
and it may play such a dual role at CpG island origins.
Elucidating the role of methyltransferases at the replica-
tion fork will be important in assessing our model. The sit-
uation is currently complicated by the existence of
four DNA methyltransferases, only one of which, Dnmt1,
is well-characterised [53]. We speculate that Dnmt1 and
de novo methyltransferases are excluded from the machin-
ery responsible for replicating CpG island DNA, at least in
embryonic cells. Little is currently known about the struc-
ture of replication complexes immediately after initiation,
but the availability of cell-free systems capable of initiat-
ing replication in vitro [72] will make these stages experi-
mentally accessible. It may be necessary to prepare
equivalent extracts from embryonic cells to determine the
involvement of methyltransferases definitively.
Concluding remarks
Our model suggests a mechanism whereby the transcrip-
tional status of a promoter in early development is ‘memo-
rised’ by the DNA methylation pattern. Promoters that are
active early in development would exclude methylation by
recruiting the molecules that initiate DNA replication,
leading to a stretch of methylation-free DNA that coex-
tends with an initiation loop intermediate. Once formed,
this methylation-free form of the promoter would be trans-
mitted to all somatic cells by maintenance methylation. In
contrast, CpG island promoters that are not active at this
critical stage would not be able to form replication origins
and would therefore succumb to de novo methylation. The
methylated promoter would be transmitted to somatic cells
in a permanently repressed state. In this way, CpG island
promoters would be imprinted as either potentially active or
irrevocably silent for the duration of that somatic lifetime.
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